Competition binding assays were performed in crude synaptosomal membranes (P 2 fraction) from wild-type mouse brain, according to a previously described method Albans, Hertfordshire, UK) over Whatman GF/B glass fiber filters (SEMAT Technical) presoaked with 0.5% polyethylenimine in Tris 10 mM, pH 7.4. The filters were washed twice with 5 mL ice-cold filtration buffer. Liquid scintillation cocktail (4 mL; CytoScint scintillation counting solution; MP Biomedicals, Irvine, CA, USA) was added to each filter and on the next day, radioactivity level was measured by liquid scintillation spectrometry (Beckman Coulter España SA, Madrid, Spain). The specific binding of (+)-pentazocine always represented more than 80% of the total binding.
Western blotting
Possible changes in the expression of σ 1 receptors in key areas of the pain pathways were assessed by western blotting. These areas included the periaqueductal grey matter (PAG), rostroventral medulla (RVM), dorsal spinal cord of the lumbar (L3-L4) enlargement (dSC) and lumbar (L3-L4) dorsal root ganglia (DRG). They were carefully removed from wild-type animals repeatedly treated s.c. with PRE-084 or saline, the day after the last subcutaneous (s.c.) administration and 15 min after the intraplantar (i.pl.) injection of capsaicin or its vehicle. The tissue was homogenized by sonication in a buffer solution (50 mM Tris, 150 mM NaCl, 2 mM EDTA, 0.5% Triton X-100, 0.1% SDS, 1% NP-40, 1 mM phenylmethylsulfonyl fluoride, 1 mM Na 3 VO 4 , 25 mM NaF, Using this procedure we identify 3 intense immunoreactive bands located at ~28 kDa, between 37-50 kDa, and at ~75kDa. We have previously reported that the immunoreactive bands located at ~28 kDa unequivocally correspond to σ 1 receptors, since they are not present in samples from σ 1 KO animals or in wild-type mice samples when the assay was performed in the absence of anti-σ 1 receptor antibody (4). The immunoreactive band between the 37 and 50 kDa landmarks corresponds to β-actin (molecular weight 43 kDa). Finally, the upper band, located near the 75kDa landmark, together to other weaker immunoreactive bands located below this 75 kDa band (see Supplementary Figure 2 for representative immunoblot images) are due to unspecific labeling, since they are present in σ 1 KO animals or in wild-type mice despite the omission of the anti-σ 1 receptor antibody in the procedure (data not shown).
Supplementary Figures and Tables
Supplementary Figure S1 . Reversion of the effects of the σ 1 agonist PRE-084 on capsaicin-induced secondary mechanical allodynia by the σ 1 antagonists BD-1047, S1RA and haloperidol, and the dopaminergic antagonist (−)-sulpiride in wild-type mice.
Wild-type mice were injected subcutaneously (s.c.) with BD-1047 (64 mg/kg), S1RA 
